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HindIII

HpaI

TOPO – ie1

NdeI

XbaI

TOPO – lef1

KpnI

XmnI

TOPO – lef3

KpnI

SalI

TOPO – p74

4.0 Kb TOPO

~300 bp (ie1)

4.0 Kb TOPO

~300 bp (lef1)

4.0 Kb TOPO

~300 bp (p74)

2.3 Kb TOPO

~300 bp (lef3)

1.7 Kb TOPO

Cloning of baculoviral genes (ie1, lef1, lef3 and p74) into TOPO vector
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SalI 1668 / NheI 3551

1883 bp deleted 

316 bp lef3 inserted

A 316 bp fragment of lef3 was cloned into pA3DS-FSG vector backbone
using SalI and NheI sites to generate 1-gene construct, pA3Δlef3

Digestion with XmnI and ScaI gave 5734 bp and
323 bp fragments

A: XmnI digestion
B: XmnI and ScaI digestion
C: Lambda HindIII digest

A B C

5.73 kb

0.32 kb
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438 bp deleted 

310 bp ie1 inserted

A 310 bp fragment of ie1 was cloned into pA3Δlef3 vector backbone
using BspEI and SalI sites to generate 2-gene construct, pA3Δie1lef3

Digestion with HpaI gave 4519 bp, 1410 bp

BspEI 1230 /SalI 1668

A: Lambda HindIII digest
B: Undigested vector
C: HpaI digestion
D: 100 bp Ladder

A     B     C    D

4.52 kb
1.41 kb
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64 bp deleted

800 bp gfp inserted

A 800 bp fragment of gfp was cloned into pA3Δie1lef3 vector backbone
using PvuI and BamHI sites to generate 3-gene construct, pA3Δgfpie1lef3

Digestion with PvuI and EcoRI gave 5834 bp and
834 bp fragments

PvuI 1817 and BamHI 1617

A: PvuI and EcoRI digestion
B: 100 bp Ladder
C: Lambda HindIII digest

A      B     C  

5.83 kb

0.83 kb
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BamHI 881 / BspEI 1230

349 deleted

326 bp lef1 inserted

A 326 bp fragment of lef1 was cloned into pA3Δgfpie1lef3 vector backbone
using BamHI and BspEI sites to generate 4-gene construct, pA3Δgfplef1ie1lef3

Digestion with NdeI gave 5289 bp and 1361 bp;
HpaI gave 3 fragments

A    B      C

A: HpaI digestion
B: NdeI digestion
C: Lambda HindIII digest 

5.29 kb

1.36 kb

5.04 kb

1.41 kb

0.20 kb
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745 bp deleted

310 bp p74 inserted

AgeI 3557 / XbaI 4303  

pA3gfplef1ie1lef3
6650 bp pA3gfplef1ie1lef3p74

6138 bp

A 310 bp fragment of p74 was cloned into pA3Δgfplef1ie1lef3 vector backbone
using AgeI and XbaI sites to generate 5-gene construct, pA3Δgfplef1ie1lef3p74

Digestion with SalI gave 5640 bp and 520 bp

A: Lambda HindIII digest
B: SalI digestion
C: 100 bp Ladder

A    B     C

5.64 kb

0.52 kb
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BglII-AgeIpA3lef3ie1lef1gfp
6138 bp

1994 bp 5-gene sense fragment cloned to pP25(sp*)DsRed vector backbone using BglII and
AgeI sites to generate pP25(sp*)DsRed-A3ΔSsens-Spacer

pP25(sp*)DS-Red-
A3∆Ssens-spacer

9650 bp

1994 bp 5 gene
sense fragment
inserted

5.3 kb

1.8 kb
1.5 kb
1.0 kb

A     B      C

A: PstI digestion
B: 100 bp Ladder
C: Lambda HindIII digest

Digestion with PstI gave 4 fragments



	  

	  	   E.	  V.	  Subbaiah	  et	  al.	  	  

	  

9	  SI	  

	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  

AflII / Sse8337 I
pP25(sp*)DS-Red-
A3∆Ssens-spacer

9650 bp

1994 bp 5-gene antisense fragment

Antisense fragment of five genes was cloned into intermediary form of sense-spacer vector backbone using
AflII – Sse8337I sites to generate pP25(sp*)DsRed-A3ΔS Sense.Spacer.Antisense-Poly A region

pP25(sp*)DS-Red-
A3∆Ssens-spacer-Antisens 

12200 bp

1.3 kb

2.6 kb
3.5 kb
4.8 kb

1.3 kb

2.2 kb

3.0 kb

5.7 kb

A   B    C    D    E

A, B: Digestion with PstI; , C: Lambda HindIII digest; D,E: Digestion 
with NdeI
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Figure	   S1	   	   	   The	   four	   baculoviral	   genes	   ie1,	   lef1,	   lef3	   and	  p74	   were	   initially	   cloned	   into	   pCRII	   TOPO	   vector	   (Invitrogen).	   The	  
resultant	   plasmids	   were	   labeled	   as	   Topo-‐ie1,	   Topo-‐lef1,	   Topo-‐lef3,	   and	   Topo-‐p74.These	   vectors	   having	   right	   inserts	   were	  
confirmed	   by	   restriction	   digestions	   and	   DNA	   sequencing	   for	   later	   use	   in	   cloning	   steps.	   The	   various	   steps	   involved	   in	   the	  
construction	   of	   pPiggyMG(+)3XP3-‐GFP,	   pPiggyMG(-‐)3XP3-‐DsRed2	   and	   pPiggyMG(+/-‐)3XP3-‐DsRed2	   were	   schematically	  
represented.	  The	  stepwise	  description	  is	  provided	  in	  the	  text.	  	  
	  
	  
	  
	  
	  
	  
	  
	  
	  
	  

	  

BglII / SfiI

pP25(sp*)DsRed-A3ΔSSense.Spacer.Antisense-Poly A construct and PiggyP25IL2-(3xP3 DsRed2) TQ backbone vector
were digested using BglII – SfiI sites to generate PiggyA3ΔSSense-Spacer-Antisense(3xP3.DsRed2) multiple flip-flop
piggyBac vector

pP25(sp*)DS-Red-
A3∆Ssens-spacer-

Antisens 

A      B       C

6.3 kb
3.5 kb

2.5 kb

Digestion with HindIII gave 6.3 kb, 3.5 kb, 2.5 kb 
f ragments 

A: Digestion with HindIII
B, C: select colonies

pPiggy-Multigene flip-
flop-3XP3-DsRed2 (12422 

bp) 


